Unexpectedly, no EspA-specific immunogenic region could be identified by epitope mapping of the 392-AA-long EspA protein, when using H-2 b , H-2 d , H-2 k or H-2 b/k haplotypes in mice of different genetic backgrounds that were immunized with either Mtb H37Rv or Erdmann strains. Thus, it is likely that EspA cannot accede efficiently to the host MHC-II machinery during infection for yet unknown reasons, despite its upregulation in the acidic conditions of the host phagosomes (Ates et al., 2016a; Pang et al., 2013) . EspC has recently been shown to associate with EspA and to multimerize and self-assemble into long filaments during the secretion process. Electron microscopy studies also detected EspC as filamentous structure spanning the mycobacterial cell wall, possibly as a component of the ESX-1 secretion machinery (Lou et al., 2017) . Here, with the T-cell based detection approach, an EspC-specific signal could not be detected neither in the Mtb culture filtrate, nor in different bacterial fractions prepared from the whole cell lysate (A). This was most likely due to the loss of multimerized EspC (Lou et al., 2017) during the sterilization of the whole cell lysate by filtration, required prior to mycobacterial fractionation. Indeed, EspC could be detected in the whole cell lysates of WT and esx-1 mutants prior to the filtration. Various concentrations of culture filtrates, filtered whole cell lysates, or different fractions resulted from ultracentrifugation of the filtered whole cell lysates were added to the co-cultures of BM-DC with anti-EspC T-cell hybridoma. IL-2 was quantified in the coculture supernatants at 24 h. (B) To try to overcome this difficulty, sterilization of the whole cell lysate was attempted by irradiation, which surprisingly also led to the loss of EspC signal. Moreover, heat inactivation of the whole cell lysate resulted in a notable precipitation and obvious EspC exclusion. Various concentrations of culture filtrates, filtered whole cell lysates, or different fractions resulted from ultracentrifugation of the filtered whole cell lysates were added to the cocultures of BM-DC with anti-EspC T-cell hybridoma. IL-2 was quantified in the co-culture supernatants at 24 h. More investigations are thus needed to define particular fractionation/sterilization conditions required to map EspC in the mycobacterial compartments. k/b ) were pre-loaded with a mixture of the homologous (A) or negative (C) control peptides, or infected with WT (E) or Desx-1 Mtb (G), and then co-cultured with a pool of the EsxA-, EsxB-and EspC-specific transduced T-cell hybridomas. 3D representation of the cytometric plots for the three reporter signals detected at 24h after T-cell addition were generated by using the scatter3D function from the R package plot3D. Note that no reporter signal was recorded in the absence of specific antigen or infection which showed that in the mixed cultures, no Pmil-2 activation linked to H-2 b -H-2 k allo-reactivity was observed between various T-cell hybridomas originating from C57BL/6 and C3H genetic backgrounds. Tables   Table S1. Ag85A and Ag85B Ag85B 141-160 LTSELPQWLSANRAVKPTGS * The panel included the previously described EsxA-and Ag85A/B-specific (Frigui et al., 2008; Majlessi et al., 2006 ) and the newly generated T-cell hybridomas specific for EsxB, EspC, EsxH/R or PE18/19. 
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MLVA Mtbc 15-9 codes were assigned using the MIRU-VNTRplus database (http://www.miru-vntrplus.org/).
Supplemental Experimental Procedure
DNA constructs, lentiviral vector production and titration Plasmids containing genes coding Mus musculus IL-2 promoter (Pmil-2), AmCyan1-N1 or mPlum-N1, were purchased from Addgene (Teddington, UK). The plasmid containing gene coding for the constitutive human Elongation Factor-1a promoter (EFIa P) was derived from vectors described in (Sirven et al., 2001 ). The Pmil-2 gene was amplified from the plasmid by PCR using Pfu polymerase (Stratagene) and Forward: 5'-ACGCGTTCTATCACCCTGTGTGCAATTAGC-3' and Reverse: 5'-GGATCCCTTAGCAAGGGTGATAGGCAGC-3' primers. Underlined sequences are MluI and BamHI restriction sites, added respectively for the further cloning of the Pmil-2 PCR fragment into the unique MluI/BamHI site of a non-replicative lentiviral pFLAP∆U3 plasmid which contains the cis-acting sequences required for formation of the central DNA Flap (Zennou et al., 2000) and a WPRE (Woodchuck Posttranscriptional Regulatory Element) sequence to increase gene transcription (S4 Fig). The genes coding for different fluorochromes were amplified by use of Forward: 5'-GGATCCACCGGTCGCCACCATGG-3' and Reverse: 5'-GCTGATTATGATCTCGAGTCGCGGCCG-3' primers. Underlined sequences are BamHI and XhoI restriction sites added respectively for cloning of the fluorochrome PCR fragments into the unique BamHI/XhoI site of the pFLAP∆U3 plasmid, downstream of the Pmil-2 or EF1a promoter to monitor gene transduction (S4 Fig). Non-replicative lentiviral vector particles were produced in Human Embryonic Kidney (HEK)-293T cells, grown in DMEM medium supplemented with 10% FBS, by transient tripartite co-transfection by: (i) 10 µg of vector plasmids, (ii) 10 µg of an encapsidation plasmid (p8.74) containing the HIV-1 genes gag, pol, tat, and rev, and (iii) 10 µg of an envelope expression plasmid encoding the glycoprotein G from vesicular stomatitis virus (VSV) in presence of calcium phosphate, as previously described (Zennou et al., 2000) . At 24 h post-transfection, the culture medium was replaced by fresh DMEM containing 10% FBS. Supernatants of the transfected cells were harvested at 48 h post-transfection, clarified by centrifugation at 2500 rpm, aliquoted and stored at -80°C. The average titers of the lentiviral vector stocks was 1 x 10 8 Transducing Unit (TU)/ml as determined by real-time PCR on total lysates from transduced HEK-293T cells, as described elsewhere (Iglesias et al., 2006) . 60-70% of each T-cell hybridoma were practically transduced with lentiviral vectors, as judged by the quantitation of fluorescent cells subsequent to their co-culture with peptide-loaded BM-DC. The fluorescence positive cell populations were sorted on a MoFlo Astrios Cell Sorter (Beckman Coulter) in order to reach up to 99% of positively transduced cells. T-cell hybridomas were then cultured and amplified until they came back to the steady state and until clearance of the fluorescence signal for stock preparation. T-cell hybridomas were also transduced with lentiviral vectors, harboring each of the fluorescent reporter genes under the constitutive EFIa promoter and used as mono-stained cells for cytometer settings. The transduced T-cell hybridomas have been deposited at the "Collection Nationale de Cultures de Microorganismes" CNCM (https://www.pasteur.fr/en/cncm) at the Institut Pasteur Collection.
Bacterial fractionation
Mtb strains were cultured in ADC-supplemented Dubos broth without agitation until exponential phase (OD 600 0.6-1.2) was reached. Bacteria were collected from 200 ml of culture by centrifugation at 4000 rpm. The bacterial material was washed in 20 ml of Dubos completed with protease inhibitor cocktail ("cOmplete-EDTA-free", Roche), resuspended in 1 ml of this medium and bead-beated at 30 Htz for 8 minutes in a Mill Mixer (Qiagen) to disrupt cells. The lysate was then filtered through a 0.2 µm PVDF (Millipore) filter to eliminate remaining bacteria. Fractionation was performed at 45,000 rpm 30 min in order to pellet the cell wall, which is likely a combination of outer membrane, periplasmic and insoluble protein complexes. The cell wall fraction was washed once in PBS containing protease inhibitor cocktail. The supernatant was further centrifuged at 100,000 rpm 105 min to collect the bacterial cytosol and to pellet plasma membrane, washed once in PBS containing protease inhibitor cocktail.
An alternative method (Lou et al., 2017; Sani et al., 2010) was applied to recover total membrane fraction. Mtb strains were pre-cultured in 7H9 medium supplemented with ADC and 0.05% Tween-80 until exponential phase was reached. Bacteria were washed and inoculated in 100 ml Sauton's medium with 0.002% Tween-80 at 0.1 OD 600 /ml and incubated without agitation. Six days later, bacteria were collected by centrifugation and aliquots of the culture supernatant were filtered through a 0.2 µm PVDF filter to eradicate remaining bacteria. The culture filtrate was concentrated 70-fold by centrifugation in centrifugal filter units (Amicon Ultra -15 Ò , Ultracel 3K Ò , Merck, Germany). Cellular material was treated with 0.25% Genapol X-080 detergent in PBS for 20 minutes at 37°C under mild agitation to extract capsular proteins. Remaining cellular material was washed gently with PBS and bead-beated to disrupt cells. Further fractionation was performed by ultracentrifugation at 100,000 rpm for 60 min. Insoluble proteins, considered as "membrane fractions" were resuspended in PBS. Fractionation of M. marinum was performed as described above with the exception of culture conditions which were adapted from Ates et al. 2016 (Ates et al., 2016b . Briefly, after preculture bacteria were inoculated at 0.3 OD 600 /ml in 100 ml 7H9 medium without Tween-80 or ADC supplement, but with 2 mg/ml dextrose. Strains were grown 40 h at 30°C without agitation.
Protein detection by Western blot
Proteins were separated by SDS-PAGE and blotted on nitrocellulose membranes. Proteins were visualized by primary anti-EsxA (hyb76-8) (Harboe et al., 1998) or anti-EsxN (Alderson et al., 2000) mAbs and polyclonal anti-EsxB or anti-SigA antibodies, followed by electro-chemiluminesence detection of appropriate secondary antibodies.
